ABSTRACT
INTRODUCTION

Collection of Uterine Fluid
Nine Florida Native ewes were made unilaterally pregnant according to the method of Bazer et at.
(1979).
Ewes were bred at a subsequent estrus to a fertile ram and the uterus was exposed by laparotomy at Day6O(n= 3), 100(n=4),or 140(n=2)of pregnancy.
Accumulated uterine fluid was aspirated from the ligated horn with a syringe and 16-ga hypodermic needle.
Fluids were stored at -20#{176}C and centrifuged at 400 x g for 20 mm prior to use. 
Lipid
Extraction of Uterine Fluid
A pool of uterine fluid (2 ml) was fractionated by adding 9.375 ml of a 1:2 (v/v) mix of chloroform: methanol.
After incubation for 2 h at room temperature on a tube rotator, 22.75 ml of chloroform:
water (1:1, v/ v) was added. This mixture was centrifuged at 600 x g for 15 miii. The upper layer of water:methanol was separated from the bottom layer of chloroform. The water:methanol layer was lyophilized while the chloroform layer was dried down under N2. Each fraction was reconstituted with 1.0 ml PBS, sterile-filtered, and tested in the PHA Data represent the mean value of triplicate determinations using lymphocytes from a single ewe (pooled SEM = 1794 dpm). There was a concentration-dependent decrease (pc0.01) in 3H-Fdr incorporation as concentration of uterine fluid increased.
RESULTS
Inhibition
Cell viabilities at the end of culture were unaffected by concentration of uterine fluid.
inhibition increased with advancing gestation (p<O.Ol). The concentration-dependent nature of the inhibitory activity of uterine fluid was shown by incubating lymphocytes with various concentrations of a pool of uterine fluid (Fig. 2) . At the lowest concentration tested (2.5%, v/v), uterine fluid inhibited 3H-Tdr incorporation by over 60%. Inhibition was greater than 90% at the highest concentration tested (12.5%, v/v). Uterine fluid was only effective in inhibiting PHA-stimulated incorporation of 3H-Tdr into lymphocytes if added within 24 h of addition of mitogen, and tended to be greater if added within 1 h after addition of PHA than if added at 24 h (Fig. 3) .
The effect of uterine fluid on 3H-Tdr incorporation was not caused by cytotoxicity since cell viabilities at the end of culture were not adversely affected by the presence of uterine fluid (Fig. 2) 10; Cp<().00l. ewes, where each sample was tested in triplicate in a single assay (pooled SEM = 4.2%). There was no effect of day of pregnancy (p<0.l0), and data are pooled across this classification.
Incorporation of 3H-Tdr was affected by fraction type (retentate>dialysate; pcO.01) and concentration (peO.Ol). Cell viabiities at the end of culture were also affected by concentration (p4).lO), being slightly higher for lymphocytes cultured with 10% fluid fraction (!= 54%) than for lymphocytes cultured with 2.5% (!= 46%) or 0% (1 = 43%) fluid. STEPHENSON ET AL.
caused by pronase-treated material averaged only 45%.
--Inhibitory activity that eluted at the salt volume, however, was stable to pronase treatment (Table 3) . Ovalbumin preparations put through this procedure generally did not inhibit 3H-Tdr incorporation. One ovalbumin fraction, the material eluting at the salt volume, did show slight inhibitory activity that could be removed by pronase (Table 3) Figure  6 . Several peaks of protein resolved in this manner inhibited lymphocyte proliferation in a concentration-dependent manner.
Of the basic proteins, the most potent fraction in terms of specific activity was the fraction that eluted at the void volume of Sepharose CL-6B (Fig. 7A) . This material, which is analogous to the fractions of uterine fluid previously designated as megasuppressin (Hansen et al., 1987, 1989 ), inhibited 82% of lymphocyte proliferation at a final concentration of 120 xg/ml (Fig. 7A) and caused some cytotoxicity (Fig. 7B) . There was also some inhibitory activity in other fractions derived from the basic component of uterine fluid (Fractions 2 and 3; see Fig. 7A ), but these had lower specific activities than megasuppressin. Of the acidic protein fractions, only protein eluting at the void volume (Fraction 1) inhibited 3H-Tdr uptake by lymphocytes (Fig. 8) . The specific activity of this fraction was less than for megasuppressin.
There was, however, a greater mass of protein associated with this fraction (Fig. 6B) .
Properties of Megasuppressin
An additional batch of megasuppressin was prepared and tested for inhibition of 3H-Tdr incorporation into PHA-stimulated lymphocytes.
In one assay, megasuppressin inhibited 3H-Tdr incorporation by 39% and 84% when added at a final concentration of 75 and 150 j tg/ ml, respectively.
There was no apparent cytotoxic effect were prepared as shown in Figure 6A and tested for effects on 3H-Tdr uptake by PHA-stimulated lymphocytes (Panel A 
